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Figure 1. Migratory conventional dendritic cells (cDCs) present Helicobacter antigens to naı̈ve T cells. (A) Migratory cDCs present endogenously
loaded Helicobacter antigens to T cells. Resident (MHCIIint CD11chi) or migratory (MHCIIhi CD11cint) cDCs from the distal mesenteric lymph
node (dMLN) were cultured with naı̈ve (CD44lo CD62Lhi CD4+) CT2 or CT6 T cells for 2 days. The percentage of CT2 and CT6 T cells that upregulated
CD25 and the CD25 median fluorescence intensity (MFI) of CD25+ cells were analyzed by flow cytometry (expt. = 3). (B) Both resident and migratory
cDCs can present exogenous Helicobacter antigens. dMLN resident and migratory cDCs were cultured as in (A) with the addition of autoclaved isolates
of H. typhlonius (CT2) or H. apodemus (CT6) (expt. = 3). (C) Migratory cDCs are necessary for CT2 and CT6 activation in vivo. Naı̈ve CT2 or CT6 (5 
104) were injected into littermate Ccr7+/– or Ccr7–/– mice. Transferred cells in the dMLN were analyzed 1 week later for total cells recovered and
Foxp3IRES-GFP or Thy1.1 expression (expt. = 3). Each dot represents an independent experiment except in (C), where each dot represents one mouse.
Mean ± SEM shown. p-values from Student’s t-test (A–C) excluding no cDC condition (A); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. The following
figure supplement is available for Figure 1—figure supplement 1.
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Figure 1—figure supplement 1. Migratory conventional denditic cells (cDCs) present Helicobacter antigens to naı̈ve T cells. (A) Representative post-
sort analysis of resident (MHCIIint CD11chi) or migratory (MHCIIhi CD11cint) conventional dendritic cells (cDCs) from the distal mesenteric lymph
node (dMLN) used in Figure 1A,B.
(B) CT2 and CT6 activation ex vivo by migratory cDCs is MHC Class II-dependent. Migratory cDCs from the dMLN were cultured as in Figure 1A in
the absence or presence of blocking MHC Class II antibody (expt. = 3). Each dot represents an independent experiment. Mean ± SEM shown. p-values
from Student’s t-test (B); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
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Figure 2. Multiple subsets of migratory conventional dendritic cells (cDCs) present Helicobacter antigens to naı̈ve
T cells at homeostasis. All three main subsets of migratory cDCs present endogenous Helicobacter antigens to T
cells ex vivo. Migratory CD103+ CD11b– cDC1s (CD103+ SP), CD103+ CD11b+ cDC2s (DP), or CD103– CD11b+
cDC2s (CD11b+ SP) were sorted from the distal mesenteric lymph node (dMLN) and cultured with naı̈ve CT2 and
CT6 T cells as in Figure 1A (expt. = 5–6). Each dot represents an individual experiment. Mean ± SEM is shown. p-
values from Tukey’s multiple comparisons test excluding no cDC condition; *p<0.05, **p<0.01, ***p<0.001,
****p<0.0001. The following figure supplement is available for Figure 2—figure supplement 1.
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Figure 2—figure supplement 1. Multiple subsets of migratory conventional dendritic cells (cDCs) present Helicobacter antigens to naı̈ve T cells at
homeostasis. (A) Antigen presenting cells (APCs) in the CD103– CD11b+ cDC2 (CD11b+ SP) gate are mostly conventional dendritic cells (cDCs) by
Zbtb46GFP expression.
Representative fluorescence-activated cell sorting (FACS) plots of CD11b+ SP APCs showing low/intermediate F4/80 expression in Zbtb46GFP– cells.
(B) Representative post-sort analysis of CD103+ CD11b– cDC1s (CD103+ SP), CD103+ CD11b+ cDC2s (DP), or CD11b+ SP migratory cDCs from the
distal mesenteric lymph node (dMLN) used for experiments in Figure 2. (C) Migratory cDC1s are increased in the dMLN of wild-type mice relative to
the proximal MLN. Migratory cDC subset compositions were analyzed by dividing the mesenteric LN chain into six sections, roughly corresponding to
one lymph node per section, from the colon-draining dMLN (section 1, red) to the proximal LN (section 6). Data was normalized to the subset
frequency in the dMLN (MLN1) (expt. = 2, n = 3). (D) There is comparable T cell activation by all subsets of migratory cDCs. T cell activation potential of
Figure 2—figure supplement 1 continued on next page
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migratory cDC subsets was quantified by coculturing cDCs with naı̈ve OT-II T cells as in Figure 1A as well as indicated concentrations of OVA323-339
peptide (expt. = 5). Each dot represents an individual mouse (A) or the mean of indicated experiments (C and D). Mean ± SEM (A, C, and D) shown. p-
values from Tukey’s multiple comparisons tests (A); two-way repeated measures ANOVA of cDC subset (C); mixed effects analysis of repeated
measures of cDC subset with Tukey’s multiple comparisons tests (D); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. The following source data are
available for (A and B): Figure 2—figure supplement 1—source data 1 (C) and Figure 2—figure supplement 1—source data 2 (D).
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Figure 3. CD103+ CD11b– cDC1s are not required for Helicobacter-specific peripheral regulatory T (pTreg) differentiation in vivo. (A) Deficiency of
CD103+ CD11b– cDC1s in the distal mesenteric lymph node (dMLN) of Irf8D149en/D149en mice. Representative fluorescence-activated cell sorting (FACS)
Figure 3 continued on next page
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plot and quantification of migratory conventional dendritic cell (cDC) subsets in the dMLN of littermate Irf8+/D149en and Irf8D149en/D149en mice (expt. = 3,
n = 9–11). (B) Decreased frequency of Th1 and TBET+ Treg cells in the colon lamina propria (cLP) of Irf8D149en/D149en mice. Representative FACS plots
and intracellular staining quantification of FOXP3, HELIOS, TBET, RORgt, and GATA3 expression in cLP are shown (expt. = 2). (C and D) Helicobacter-
specific T cell activation and Treg cell differentiation are not dramatically altered in cDC1-deficient mice. Congenically marked 5  104 naı̈ve CT2 (C) or
105 naı̈ve CT6 (D) were transferred into littermate Irf8+/D149en and Irf8D149en/D149en mice and analyzed for Foxp3IRES-GFP or Thy1.1 expression and cell trace
violet (CTV) dilution in the dMLN after 7 days (expt. = 3 each). (E) T cell activation and Treg cell differentiation in oral tolerance are not altered by loss
of cDC1s. 5  104 naı̈ve OT-II cells were transferred into littermate Irf8+/D149en and Irf8D149en/D149en mice, which were gavaged with 50 mg OVA on
consecutive days and analyzed as in (C and D) (expt. = 5). Each dot represents an individual mouse. Mean ± SEM (A–E) or + SEM (A, right) shown. p-
values from Sidak’s multiple comparisons test (A, middle), two-way ANOVA subset/genotype interaction (A, right); Student’s t-test (B, middle), Sidak’s
multiple comparisons test (B, right); Student’s t-test (C–E); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. The following figure supplement is available
for Figure 3—figure supplement 1. The following source data are available for (A–E): Figure 3—source data 1 (A, right).
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Figure 3—figure supplement 1. CD103+ CD11b– cDC1s are not required for Helicobacter-specific peripheral regulatory T (pTreg) differentiation in
vivo. (A) Frequency, but not number, of CD103+ cDC1s are reduced in the distal mesenteric lymph node (dMLN) of Batf3–/– mice. Representative
fluorescence-activated cell sorting (FACS) plots and quantification of migratory conventional dendritic cell (cDC) subsets in the dMLN of littermate
Batf3+/– and Batf3–/– mice (expt. = 2, n = 2). (B) Deficiency of CD103+ CD11b– cDC1s in the proximal MLN (pMLN) of Irf8D149en/D149en mice.
Representative FACS plot and quantification of migratory cDC subsets in the pMLN of littermate Irf8+/D149en and Irf8D149en/D149en mice (expt. = 3). Each
dot represents an individual mouse. Mean ± SEM (A and B) or + SEM (A, right) shown. p-values from Sidak’s multiple comparisons test (B); *p<0.05,
**p<0.01, ***p<0.001, ****p<0.0001. The following source data are available for (A and B): Figure 3—figure supplement 1—source data 1 (A,
right).
Russler-Germain et al. eLife 2021;10:e54792. DOI: https://doi.org/10.7554/eLife.54792 9 of 27
























































































































































































































































































































































































































































































































































Figure 4. CD103+ CD11b+ cDC2s are not necessary for in vivo Helicobacter-specific peripheral regulatory T (pTreg) differentiation. (A) Double positive
CD103+ CD11b+ (DP) cDC2s are lost in the distal mesenteric lymph node (dMLN) of CD207-DTA mice. Representative fluorescence-activated cell
Figure 4 continued on next page
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sorting (FACS) plot and quantification of migratory conventional dendritic cell (cDC) subsets in the dMLN of littermate control (WT, Batf3+/–, or Irf8+/
D149en mice) and CD207-DTA mice (expt. = 7, n = 10). (B) The frequencies of T cell subsets in the colon lamina propria (cLP) are unchanged in CD207-
DTA mice. Representative FACS plots and intracellular staining quantification of FOXP3, HELIOS, TBET, RORgt, and GATA3 expression in cLP are
shown (expt. = 3). (C and D) Helicobacter-specific T cell activation and Treg cell differentiation are not altered in DP cDC2-deficient mice. Congenically-
marked 5  104 naı̈ve CT2 (C) or 105 naı̈ve CT6 (D) were transferred into littermate control and CD207-DTA mice and analyzed for Foxp3IRES-GFP or Thy1.1
expression and cell trace violet (CTV) dilution in the dMLN after 7 days (expt. = 8, 7, respectively). (E) Treg cell differentiation in oral tolerance is
increased with the loss of DP cDC2s. 5  104 naı̈ve OT-II cells were transferred into littermate WT and CD207-DTA mice, which were gavaged with 50
mg OVA on consecutive days and analyzed as in (C and D) (expt. = 5). Each dot represents an individual mouse. Mean ± SEM (A–E) or + SEM (A, right).
p-values from Sidak’s multiple comparisons test (A, middle), two-way ANOVA subset/genotype interaction (A, right); Student’s t-test (B, middle), Sidak’s
multiple comparisons test (B, right); Student’s t-test (C–E); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. The following figure supplement is available
for Figure 4—figure supplement 1. The following source data are available for (A–E): Figure 4—source data 1 (A, right).
Russler-Germain et al. eLife 2021;10:e54792. DOI: https://doi.org/10.7554/eLife.54792 11 of 27




































































































































































































































































































































































































































































































Figure 4—figure supplement 1. CD103+ CD11b+ cDC2s are not necessary for in vivo Helicobacter-specific peripheral regulatory
T (pTreg) differentiation. (A) Double positive CD103+ CD11b+ (DP) cDC2s are lost in the distal mesenteric lymph node (dMLN) of Irf4-DDC mice.
Figure 4—figure supplement 1 continued on next page
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Figure 4—figure supplement 1 continued
Representative fluorescence-activated cell sorting (FACS) plots and quantification of migratory conventional dendritic cell (cDC) subsets in the
dMLN of littermate control (Irf4fl/fl or Irf4–/fl) and Irf4-DDC mice (expt. = 2). (B and C) CT2 and CT6 peripheral regulatory T (pTreg) cell differentiation is
unaffected in Irf4-DDC mice. Congenically marked 5  104 naı̈ve CT2 (B) or 105 naı̈ve CT6 (C) were transferred into littermate Irf4fl/fl, Irf4–/fl, and Irf4-DDC
mice and analyzed for Foxp3IRES-GFP or Thy1.1 expression and cell trace violet (CTV) dilution in the dMLN after 7 days (expt. = 3, except for CT6 CTV
where expt. = 2). (D) Analysis of additional cDC markers shows that DP cDC2s are lost in CD207-DTA mice. Representative FACS plots and
quantification of CD103+ CD11b+ and CD103+ CD101+ SIRPa+ cDC2s in the dMLN of littermate control and CD207-DTA mice (expt. = 1). (E) Deficiency
of CD103+ CD11b+ cDC2s in the proximal MLN (pMLN) of CD207-DTA mice. Representative FACS plot and quantification of migratory cDC subsets in
the pMLN of littermate control and CD207-DTA mice (expt. = 3). Each dot represents an individual mouse. Mean ± SEM shown. p-values from Student’s
t-test (B and C) or Sidak’s multiple comparisons test (D and E); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
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Figure 5. CD103– CD11b+ cDC2s are sufficient for in vivo Helicobacter-specific peripheral regulatory T (pTreg) differentiation. (A) CD103+ cDC1s and
cDC2s are greatly reduced in the distal mesenteric lymph node (dMLN) of CD207-DTA::Irf8D149en/D149en mice. Representative fluorescence-activated cell
Figure 5 continued on next page
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Figure 5 continued
sorting (FACS) plot and quantification of migratory conventional dendritic cell (cDC) subsets in the dMLN of littermate Irf8+/D149en and CD207-DTA::
Irf8D149en/D149en mice (expt. = 7, n = 7). (B) The frequency of polyclonal pTreg cells is unchanged in CD207-DTA::Irf8D149en/D149en mice, but Th1 and
TBET+ Treg cells are decreased. Representative FACS plots and intracellular staining quantification of FOXP3, HELIOS, TBET, RORgt, and GATA3
expression in colon lamina propria (expt. = 3–4). (C and D) Helicobacter-specific T cell activation and Treg cell differentiation are not dramatically
altered in CD103+ cDC1 and cDC2-deficient mice. Congenically marked 5  104 naı̈ve CT2 (C) or 105 naı̈ve CT6 (D) were transferred into littermate
Irf8+/D149en and CD207-DTA::Irf8D149en/D149en mice and analyzed for Foxp3IRES-GFP or Thy1.1 expression and cell trace violet (CTV) dilution in the dMLN
after 7 days (expt. = 4 for both). (E) CT6 pTreg cell differentiation is inversely correlated with the number of CD103+ cDC1s and cDC2s in the dMLN.
Congenically marked 5  104 naı̈ve CT2 (left) or 105 naı̈ve CT6 (right) were transferred into littermate control, CD207-DTA, and CD207-DTA::Irf8D149en/
D149en mice and analyzed after 7 days. CT2 and CT6 Foxp3IRES-GFP or Thy1.1 expression was compared to cDC subset numbers in the same dMLNs
(expt. = 2). Each dot represents an individual mouse. Mean ± SEM (A–D) or + SEM (A, right). p-values from Sidak’s multiple comparisons test (A,
middle), two-way ANOVA subset/genotype interaction (A, right); Student’s t-test (B, middle), Sidak’s multiple comparisons test (B, right); Student’s t-
test (C and D); R2 and p-value for nonzero slope (E); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. The following figure supplements are available for
Figure 5—figure supplement 1 and Figure 5—figure supplement 2.
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Figure 5—figure supplement 1. CD103– CD11b+ cDC2s are sufficient for in vivoHelicobacter-specific peripheral regulatory T (pTreg) differentiation.
(A) Variable frequencies of CD103+ conventional dendritic cells (cDCs) in the distal mesenteric lymph node (dMLN) of CD207-DTA::Batf3–/–
Figure 5—figure supplement 1 continued on next page
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Figure 5—figure supplement 1 continued
mice. Fluorescence-activated cell sorting (FACS) plot and quantification of migratory cDC subsets in the dMLN of littermate Batf3+/– and CD207-DTA::
Batf3–/– mice (expt. = 2, n = 2). (B and C) Helicobacter-specific Treg cell differentiation is not dramatically altered in CD207-DTA::Batf3–/– mice,
although T cell activation is slightly reduced. Congenically marked 5  104 naı̈ve CT2 (B) or 105 naı̈ve CT6 (C) were transferred into littermate Batf3+/–
and CD207-DTA::Batf3–/– mice and analyzed for Foxp3IRES-GFP or Thy1.1 expression and cell trace violet (CTV) dilution in the dMLN after 7 days (expt. = 2
[B], expt. = 5 [C]). (D) Residual CD103+ CD11b– cells in CD207-DTA::Irf8D149en/D149en express markers of cDC1s. Representative FACS plots and
quantification of the cDC1 markers CD36 and XCR1 in the CD103+ CD11b– population in Irf8+/D149en and CD207-DTA::Irf8D149en/D149en mice (expt. = 2).
Each dot represents an individual mouse. Mean ± SEM (A–D) or + SEM (A, right). p-values from Student’s t-test (B–D); *p<0.05, **p<0.01, ***p<0.001,
****p<0.0001.
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Figure 5—figure supplement 2. CD103– CD11b+ cDC2s are sufficient for in vivo Helicobacter-specific peripheral regulatory T (pTreg) differentiation.
(A and B) Helicobacter-specific T cell activation and Treg cell differentiation are not dramatically altered in the cLP of CD103+ cDC1 and cDC2-deficient
Figure 5—figure supplement 2 continued on next page
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Figure 5—figure supplement 2 continued
mice. Congenically marked 5  104 naı̈ve CT2 (A) or 105 naı̈ve CT6 (B) were transferred into littermate Irf8+/D149en and CD207-DTA::Irf8D149en/D149en mice
and analyzed for Foxp3IRES-GFP or Thy1.1 expression and cell trace violet (CTV) dilution in the cLP after 7 days (expt. = 4 [A]; expt. = 3 [B]). (C) CT6
peripheral regulatory T (pTreg) cell differentiation is inversely correlated with the frequency/number of CD103+ SP cDC1s in the distal mesenteric lymph
node (dMLN). Congenically marked 5  104 naı̈ve CT2 or 105 naı̈ve CT6 were transferred into littermate control, CD207-DTA, and CD207-DTA::
Irf8D149en/D149en mice and analyzed after 7 days. CT2 and CT6 Foxp3IRES-GFP or Thy1.1 expression were compared to conventional dendritic cell (cDC)
subset numbers and frequencies in the same dMLNs (expt. = 2). Each dot represents an individual mouse. Mean ± SEM shown (A and B). p-values from
Student’s t-test (A and B); R2 and p-value for nonzero slope (C); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
Russler-Germain et al. eLife 2021;10:e54792. DOI: https://doi.org/10.7554/eLife.54792 19 of 27




























































































































































































































































Figure 6. CD11b+ SP cDC2s are tolerogenic by ‘nature’, not ‘nurture’. (A) Retinal dehydrogenase (RALDH) activity as measured by Aldefluor is
unchanged in CD11b+ SP cDC2s in CD207-DTA::Irf8D149en/D149en mice deficient in CD103+ cDC1s and cDC2s (expt. = 2). (B) LAP and CD51 protein
Figure 6 continued on next page
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Figure 6 continued
expression is unchanged in CD11b+ SP cDC2s in CD207-DTA::Irf8D149en/D149en mice (expt. = 2). (C) Tgfb1, IL10, Itgb6, Itgb8, and Ido1 gene expression
are unchanged in CD11b+ SP cDC2s in CD207-DTA::Irf8D149en/D149en mice, while Tgfb2 and Tgfb3 gene expression are decreased (expt. = 2). Each dot
represents an individual mouse. Mean ± SEM shown (A–C). p-values from Tukey’s multiple comparisons test (A–C) using D-DCt values in (C); *p<0.05,
**p<0.01, ***p<0.001, ****p<0.0001.
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Figure 6—figure supplement 1. CD11b+ SP cDC2s are tolerogenic by ‘nature’, not ‘nurture’. (A and B) The colonic bacterial microbiome is not
significantly different among littermate control (Irf8+/D149en), Irf8D149en/D149en, CD207-DTA (Irf8+/+ and Irf8+/D149en), and CD207-DTA:: Irf8D149en/D149en
Figure 6—figure supplement 1 continued on next page
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Figure 6—figure supplement 1 continued
mice. 16S rRNA sequencing was performed on whole colon lumen feces. Alpha diversity was analyzed by Shannon index (A) and beta diversity was
analyzed by NMDS of Bray–Curtis and UniFrac distances using amplicon sequence variant (ASV) frequencies (B, top) (expt. = 4). Bacteria class
abundance is plotted by stacked bar graph (B, bottom) (expt. = 4). (C) Frequencies of H. typhlonius and H. apodemus are not significantly different in
littermate control, Irf8D149en/D149en, CD207-DTA, and CD207-DTA::Irf8D149en/D149en mice. 16S rRNA sequencing was performed as in (A) (expt. = 4). Each
dot represents an individual mouse. Mean ± SEM shown (A and C). p-values from one-way ANOVA (A and C) with Dunnett’s multiple comparisons test
(C); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
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Figure 6—figure supplement 2. CD11b+ SP cDC2s are tolerogenic by ‘nature’, not ‘nurture’. (A) Molecules involved in T cell activation are unchanged
in CD11b+ SP cDC2s in CD207-DTA::Irf8D149en/D149en mice. Representative expression of I-Ab, CD80, CD86, CD40, CD273, and CD274 by flow cytometry
Figure 6—figure supplement 2 continued on next page
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Figure 6—figure supplement 2 continued
is shown and quantified by median fluorescence intensity (MFI) (expt. = 2–3). (B) CD86 expression is decreased in remaining CD103+ cDC1s and cDC2s
in CD207-DTA::Irf8D149en/D149en mice. Representative retinaldehyde dehydrogenase (RALDH) activity as measured by Aldefluor and expression of LAP,
CD51, I-Ab, CD80, CD86, CD40, CD273, and CD274 by flow cytometry are shown and quantified by MFI (expt. = 2–3). Each dot represents an individual
mouse. Mean ± SEM shown. p-values from Tukey’s multiple comparisons test; *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
Russler-Germain et al. eLife 2021;10:e54792. DOI: https://doi.org/10.7554/eLife.54792 25 of 27


































































































































































































































































Figure 7. Conventional dendritic cell (cDC)-mediated peripheral regulatory T (pTreg) cell differentiation in vivo is recessive to effector T cell
development. (A) Migratory cDC induction of OT-II pTreg cells in vitro is dependent on T cell receptor (TCR) stimulation. Treg cell induction of OT-II
cells by migratory cDC subsets with varying concentrations of OVA323-339 peptide is shown (expt. = 5). (B) In vitro, CD103+ SP cDC1s have increased
ability to induce OT-II pTreg cells at higher levels of TCR activation (based on CD25 upregulation). Migratory cDC subsets were cultured with naı̈ve OT-
II T cells as in (A) (expt. = 5). (C) TA1 cognate antigens are presented by mesenteric lymph node (MLN) migratory dendritic cells. 1.5  103 TA1- or CT6-
expressing T cell hybrids were co-cultured in vitro with 5  104 ex vivo MLN migratory cDCs (MHCIIhi CD11cint). NFAT-GFP expression in hybrids was
analyzed after 40 hr (expt. = 2). (D) Expression of a Th1-inducing TCR (TA1) in CT6 cells dominantly inhibits CT6 pTreg cell differentiation in vivo. Naı̈ve
CT6 T cells were retrovirally transduced with either TA1 or a non-reactive control TCR (T7-2 or T9). Untransduced CT6, CT6 co-expressing TA1, or CT6
co-expressing T7-2 or T9 were transferred into each mouse; mice received either 5  104 of each TCR (closed shapes) or 2  105 of each TCR (open
shapes). Expression of Foxp3IRES-GFP or Thy1.1 and CXCR3 were quantified in the distal MLN (dMLN) after 7 days. Each dot represents the mean of
indicated experiments (A and B), an individual co-culture well (C), or an individual mouse (D). Mean ± SEM shown (A–D). p-values from mixed effects
analysis of repeated measures of DC subsets with Tukey’s multiple comparisons test (A and B); Tukey’s multiple comparisons test (C and D); *p<0.05,
**p<0.01, ***p<0.001, ****p<0.0001.
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Figure 7—figure supplement 1. Conventional dendritic cell (cDC)-mediated peripheral regulatory T (pTreg) cell differentiation in vivo is recessive to
effector T cell development. (A) Migratory conventional dendritic cell (cDC) subsets induce low levels of Foxp3IRES-GFP or Thy1.1 in CT2 and CT6 in
vitro. (B) The induction of Foxp3IRES-GFP or Thy1.1 in CT2 and CT6 cultured with ex vivo migratory cDC subsets is correlated with the level of T cell
receptor (TCR) stimulation by CD25 upregulation. For (A and B), each dot represents data from an individual experiment, in which sorted migratory
cDC subsets from the pooled distal mesenteric lymph nodes (dMLNs) of 10–15 mice were cultured with naı̈ve CT2 and CT6 T cells as in Figure 1A
(expt. = 5–6). (C) In vitro Th1- or Th2-polarizing conditions inhibit in vivo pTreg cell differentiation of CT2 cells. 1.5  105 naı̈ve CT2 T cells were
activated and cultured in Th0, Th1, or Th2 conditions for 48 hr, transferred in vivo, and analyzed for Foxp3IRES-GFP or Thy1.1 upregulation in the dMLN
after 2 weeks (expt. = 2). (D) TA1 TCR-expressing CT6 cells proliferate more than control TCR-expressing CT6 cells in vivo. 2  105 CT6 cells were
transduced and transferred in vitro as in Figure 7D. Each dot represents an independent experiment. Mean ± SEM shown. p-value from one-way
ANOVA (A); Linear regression with associated R2 and p-value for nonzero slope (B); Tukey’s multiple comparisons test (C); Sidak’s multiple comparisons
test (D); *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
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